(Comm. by Sajiro MAKING, M. J. A., Feb. 12, 1975) Recently, biochemical characters of pre-implantation blastocysts of rabbits have attracted attention of many investigators, and various changes of glucose, lactate, bicarbonate, protein, amino acids, enzymes, vitamins and minerals in blastocysts have been demonstrated.
Experiments of Huff & Eik-Nes (1966) suggested that luteinizing hormone and adrenocorticotropic hormone increased the rate of blastocyst differentiation.
Seamark & Lutwak-Mann (1972) reported the presence of both 20 a-hydroxy-pregn-4-en-3-one and 17 a-hydroxyprogesterone in the rabbit blastocoelic fluid with the range from 0 to 16 ng/ml and 0 to 2 ng/ml, respectively. Hodgen et al. (1972) showed, in the study with the rhesus monkey uterine venous effluent on the 9th day of pregnancy, that chorionic gonadotropin might be produced in the pre-implantation embryo. A rapid increase in number of trophoblast cells in rabbit pre-implantation blastocysts has been reported by Daniel (1964) , Lutwak-Mann (1969) and Fujimoto et al. (1973a) .
Little have, however, been known on the occurrence of chorionic gonadotropin in the pre-implantation blastocyst fluid. Our preliminary study indicated that the rabbit blastocyst fluid contained in a considerably high concentration a substance crossreacting with LH (Fujimoto, et at., 1973b) .
In this short note is presented some evidence on the substance crossreacting with LH in the fluid of pre-implantation rabbit blastocysts.
Materials and methods. Ten nulliparous mature rabbits of mix breed were mated to fertile males following the induction of ovulation by injection of 100 i.u. PMSG (Lilly Laboratories) intramuscularly four days before mating, and 100 i.u. HCG (A.P.L., Ayerst Laboratories) intravenously immediately after mating. Ovulation occurred approximately 10 hours later. The rabbits were sacrificed 4, 5 or 6 days after ovulation and the uterine horns were flushed with warm saline containing sodium heparin (100 i.u./ml) for the recovery of intact blastocysts. The blastocysts were immediately washed three times in warm saline and the equatorial (long) and polar (short) diameters of each blastocyst were measured with a filar micrometer eyepiece mounted on a dissecting microscope.
After measurement they were transferred by pipette into a centrifuge tube and excess saline removed with a filter paper strip. They were then punctured and the blastocoelic fluid was centrifuged for ten minutes at 860 x g. LH-like activity from the blastocyst fluid was measured by double antibody radioimmunoassay following the procedure of Monroe et al. (1969) . The reference hormone used here was NIAMD LH-RP1. Results. Numbers of blastocysts used for the blastocyst fluid recovery, mean outer diameters (mm) of the blastocysts, the approximate volume (ml) of recovered fluid, and LH-crossreacting substance contents (ng/ml) are shown in Table I . It was indicated that the blastocyst fluid on the 6th day of pregnancy had the mean concentration of LH-crossreacting substance at 15.6 ng/ml, or in a range of 11.0 to 21.7 ng/ml. The mean value on the 6th day was greater than LHcrossreacting substance on the 3rd, 4th or 5th day blastocyst fluid. Remarks.
Endocrinological features of the blastocyst fluid prior to implantation have important implications to the development of embryos. The recent findings by Saxena et al. (1974) indicated that human pregnancy could be detected by assaying the plasma gonadotropin from the 6th to 8th day after ovulation. According to them the gonadotropin-like substance may be secreted by pre-implantation embryos, or pituitary LH can be regulated by some factors from very early embryos. While the secretion of chorionic gonadotropin during the later gestation is well recognized in many species of mammals including man, its early presence in the pre-implantation blastocoelic fluid may be participant in the implantation process, especially in its possible suppressive role of fetomaternal immunity (Contractor & Davies, 1973; Adcock et al., 1973) , as well as in the pooling capacity of chorionic gonadotropin to stimulate the ovarian function after implantation.
The direct assay of LH crossreacting substance in the present study may substantiate the origin of the plasma HCG in the very early pregnancy.
More specific radioimmunoassay systems for rabbit chorionic gonadotropin are needed using a rabbit LH pituitary preparation as the standard.
